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conventional water, three groups should receive concentrate from
conventional water, and three should receive concentrate from reused
water. The number of doses can be increased if results are equivocal
(i.e., not dose-dependent). The limiting dose is 1,000 mg/kg bw.
The test material should be administered by gavage for 14 or 28
days. Other routes of exposure (dietary, drinking water) should also
be considered. The size of the doses used should be based on a
number of considerations, including anticipated human exposure
levels. The highest dose should produce adverse effects, but not a
significant number of fatalities; the lowest dose should not produce
evidence of toxicity. The material should be administered daily for
14 or 28 days. Observations, including changes in general appear-
ance, behavior, and physiological functions (e.g., cardiovascular,
respiratory, and gastrointestinal functions), should be made at least
twice daily for the duration of the study. Body weight and food
consumption should be determined weekly.

Clinical observations should be made at the end of the exposure
period. These include hematological, biochemical, and cytogenetic
analyses (metaphase) of femur marrow cells and urinalyses. Hemato-
logical studies include hematocrit analysis, hemoglobin count,
erythrocyte count, total and differential leucocyte count, and
clotting potential (clotting time, prothrombin or thrombroplastin
time, or platelet count). Clinical biochemical determinations
include analyses of electrolytes, proteins (total, A/G ratio),
fasting glucose, serum glutamic pyruvic transaminase (SGPT), serum
glutamic oxaloacetic transaminase (SGOT), ornithine decarboxylase,
urea nitrogen, creatinine, and bilirubin. Urinalyses should include
measures of specific gravity, reducing substances, pH, and protein
and microscopic (crystals, cells) studies.

All animals that die during the study or are killed at the end of
the observation period should be necropsied. The following organs
should be weighed and organ/body weight and organ/brain weight ratios
determined: adrenals, brain, gonads, heart, liver, kidneys, and
spleen. Histopathological examinations should be conducted on all
tissues with gross lesions or changes in size (because they are like-
ly to be target organs) and on the adrenals, brain, gonads, heart,
liver, kidneys, and spleen of the animals receiving the highest dose
level and the control group. If differences are observed, the exami-
nations should be extended to the appropriate tissues in the remaining
treated groups.

Cytogenetic Study

A small group of male mice or rats (5 to 10 animals) should be
included in each test and control group to evaluate the clastogenic
activity of the concentrate. At the end of a 7-day dosing period,
colcemid should be administered 2 hours before killing the animals,
femur bone marrow cells collected, and metaphase analysis performed.
Testing results to date indicate that few, if any, substances that
produce chromosome-level effects in germ cells would provide negative
results in in vivo cytogenetics analyses.